AUGUST 1991

ANI MAL HEALTH CONDI TI ONS FOR | MPORTATI ON | NTO GREAT BRI TAI N
OF FROZEN OVI NE EMBRYCS FROM USA (N. E. STATES ONLY)

The enmbryos shall not be landed in Great Britain unless and until there is delivered to
an of ficer of Custons and Excise at the port/airport of landing a |license issued under
the Importation of Enbryos, Ova and Senen Order 1980 and a certificate signed by a

desi gnated accredited veterinarian and endorsed by a full-time salaried veterinary
officer of the Federal CGovernnment of USA stating:

DETAI LS
1. (i) the name and address of the approved enbryo collection centre or farm at
whi ch the donor sheep were resident during the period of collection of
enbryos for export to Great Britain, together with the dates of residence
on that centre or farm
(ii) the addresses, with dates of residence, of all preni ses where the donor
sheep were resident during the 12 nonths prior to the entry into the
approved enbryo collection centre or farm
(iii) the breed, ear nunbers (or other identification marks), of the donor sheep;
(iv) El THER (a) the identification of the donor ram from which the senen was
coll ected, dates of collection, place of collection; only
semen whi ch has been collected in accordance with the
conditions at paragraph 17B may be used;

OR (b) the identification of the ram which was used for natural
service in accordance w th paragraph 17A;

(v) the dates of collection of the enbryos to be exported;

(vi) t he nunber of amnpoul es/ straws;

(vii) the nunber of enmbryos in the consignnent;

(viii) the indelible identification marking on the anpoul es of enbryos;

(xi) and the individual identification marking on the official tanperproof seal
of container/flask containing embryos for export.

COUNTRY DI SEASE CL EARANCE

2. No clinical or other evidence of contagi ous caprine pleuropneunonia, foot and
mout h di sease, |unmpy skin disease, pestes des petits runinants, rinderpest, Rift
Val l ey fever, sheep pox or goat pox has occurred in the USA during the 12 nonth
period prior to collection and until the date of despatch of the enbryos to G eat
Britain. Vaccination against these diseases has not been practiced during the
peri od.

STATE DI SEASE CLEARANCE

3. No clinical evidence of bluetongue, epizootic henorrhagic di sease of deer or
vesicul ar stomatitis has occurred in any State where the donor aninmals have been
resident during the 6 nmonth period prior to the collection of enbryos for export
and until the date of despatch of the enbryos to Great Britain.

RES|I DENCY OF DONOR SHEEP

4. (a) The donor sheep have been continually resident in the following States for
at least 6 nonths prior to the collection of the enbryos;

Connecti cut, Indiana, Miine, Massachusetts, M chigan, M nnesota, New
Hampshire, New Jersey, New York, Chio, Pennsylvania, Rhode |sland, Vernont,
W sconsin, Del aware, Mryland, North Dakota, and West Virginia;

(b) have had no contact with sheep other than those born in the USA or



inmported direct fromGeat Britain within the previous 12 nonths;

(c) originate from preni ses where the flock has been in existence as an
identifiable flock for a minimum period of 12 nonths.

PREM SES CLEARANCES

5.

The flock(s) of origin of all donor fenales has/have been free of any evidence of
brucellosis (including B. abortus, B. nelitensis, and B. ovis) for the past 24
nmont hs.

(a) The donor animals originated from prem ses on which no clinical,
serol ogi cal or pathol ogical evidence was found which | eads to the
concl usion that rabies, scrapie, naedi-visna/caprine arthritis encephalitis
syndrome, listeriosis, |eptospirosis, contagi ous agal actia (including
Mycopl asma agal actia, M arginine, M bovis, M capricolum M nycoides
subspeci es nycoi des | arge col ony type), Canpylobacter fetus infection and
caseous | ynphadenitis (Corynebacteriumovis infection) has occurred during
the 12 nmonths prior to their nmovenment to the enbryo collection centre.

(b) The donor animals originated from prem ses on which there was no clinical
or pat hol ogi cal evidence of ovine enzootic (chlanydial) abortion during the
12 nonths prior to their novenent to the enbryo collection centre.

TESTING OF FLOCK OF ORIG N (MALE AND FENALE)

7.

(i) Wthin 12 nmonths imediately prior to entry of the donor animals into the
approved enbryo collecting centre, all sheep over 12 nonths of age in the
flock of origin including the donor femal es and the donor nal es when
natural service is used, were subjected on two occasions to the agar-gel
i mrunodi ffusion test or enzyme |inked i munosorbent assay for naedi/visna
(MV) (using the maedi/visna or CAE antigen) with negative results. The
interval between the two tests shall be not |ess than 6 nonths, and the
second test shall be carried out within the 6 nonths inmmediately prior to
entry into the approved enbryo collection centre.

(ii) Wthin the 6 nmonths imediately prior to entry into the approved enbryo
collection centre, all rans in flocks with 20 or nore breeding rans, or in
flocks with fewer than 20 breeding rans, all ranms and 5% of the breeding
females to include the donor females (with a mnimumof 20 femal es) were
subjected to the conplenent fixation test for Brucella ovis (negative is a
reaction of less than 50 i.u.s.);

(iii) Wthin the 6 nonths immediately prior to entry into the approved enbryo
collection centre, all sheep over the age of 12 nonths in the flock of
origin and including the donor sheep were subjected to the follow ng tests
with negative results:

the conplenent fixation test for contagious agal actia using M agal acti a,
M bovis, M capricolumand M nycoi des subspeci es nycoi des | arge col ony
antigens (negative is a reaction of less than 50%fixation at a dilution of
1in 20, using the GB protocols supplied).

(i) Following the first flock test at paragraph 14 (i) and until the renoval of
t he donor sheep to the enbryo collection centre, no sheep were added to the
flock except by direct noverment form flocks which had undergone simlar
herd tests for nmedi/visna, Brucella ovis and contagi ous agalactia (as in
paragraphs 7 (i) (ii) and (iii) with negative results within 12 nonths
i mredi ately preceding their novenent;

(ii) Any flock with which the flock of origin of the donor sheep has been in
contact during the 12 nonths prior to export nust conply w th paragraphs
7(i) and (ii) and 8(i) above.



ON FARM | SOLATI ON AND TESTI NG OF DONOR SHEEP ( LEPTCSPI ROSI'S OPTI ON ONLY)

9. For the purpose of exercising this treatment option only:-

El THER (i) The donor sheep were isolated on their farn(s) of origin
("on-farmisolation") for at |least 15 days i mediately
precedi ng novenent to the approved enbryo collection centre;

oR (ii) in the case of donor sheep noving to an enbryo collection centre
situated on the sane farm premi ses, they were isolated for at |east
15 days in the enbryo collection centre.

10. During the period of isolation under this option the donor sheep were subjected
to the follow ng:

2 injections of dihydrostreptomycin (25 ng per kg |live bodyweight) at an interval
of 14 days, the second injection being made within 24 hours of the collection of
enbryos or of semen used to prepare enbryos.

11. Insofar as it can be ascertained neither the donor aninmals nor their sires, dans,
siblings and of fsprings have shown any evi dence of genetic defects.

MOVEMENT TO APPROVED EMBRYO COLLECTI ON CENTRE

12. The donor females and males, if applicable, were noved to the approved enbryo
collection centre in road/rail vehicles which had been thoroughly cl eansed and
disinfected and while in transit were not unloaded and did not conme into contact
with animals not simlarly certified.

APPROVED EMBRYO COLLECTI ON CENTRE FOR EXPORT TO GB

13. The enmbryo collection centre or farmmust be situated in one of the States listed
at paragraph 4.

14. An enbryo collection centre for the export of enbryos to Great Britain nust be
approved for the purpose by a full-tinme salaried veterinary officer of the
Governnment of the USA, using Great Britain protocols as attached at Appendix 1 or
2 (as appropriate).

15. The accredited veterinarian nust satisfy hinmself that the collection, processing,
packagi ng and freezing and transfer to quarantine of enbryos for export to Geat
Britain were done in accordance with agreed protocols.

16. Al enbryos for export to Great Britain nust be collected, processed, packaged
and frozen at an approved enbryo collection centre, or by the approved centre
staff on the farmwhere the donor female is resident.

SEMEN USED
17. El THER (A Donor femal es have been served naturally by rans derived from
the herds of origin which have been isolated and subjected to
the same testing programme as the donor females, and have
passed all tests with negative results;
oR (B) The senmen used to insem nate donor females:
R
(B) had conplied in full with any current animal health conditions for
the inmportation of frozen ovine senmen into Great Britain fromthe
USA.
EMBRYO COLLECTI ON AND PROCESSI NG
18. At the time of each collection, the donor fenales were clinically exam ned by an

accredited veterinarian designated by the Federal Governnent of the USA, and
showed no signs or synptons of infectious or contagi ous di sease.

19. The enmbryos were col |l ected, handl ed and washed in accordance with the follow ng



20.

21.

protocols and to the satisfaction of the accredited veterinarian:

(i) separate sterile equi pment shall be used for the handling and washi ng of
enbryos from each donor fenale;

(ii) enbryo washing and other "disinfection" treatment nmust precede freezing;

(iii) the zona pellucida of each enbryo nust be exam ned over its entire surface
area at not less than 50x magnification and be intact and free from
adherent material ;

(iv) enbryos must be washed by transferring themthrough ten changes of nedium
Each wash must constitute a 100-fold dilution of the previous wash, and a
new sterile pipette nust be used to transfer the enbryos on each occasion.

(v) Any product of animal origin used for the washing of enbryos nust be
prepared in accordance with internationally agreed standards and incl ude
the addition of antibiotics. (OE International Zoo-Sanitary Code 5th
Edition Appendix 5.2.3.1.). If serumis used, it nust be subjected to a
tenperature of 56°C for at least 1/2 hour prior to use.

The enmbryos were identified and seal ed in anpoul es/ straws on which the date of
coll ection of the enbryos and other necessary identification nmarks were recorded
indelibly.

Al enbryos for export to Great Britain nust be processed and frozen in equi pnent
whi ch has been cl eansed and disinfected prior to the processing of enbryos for
export to Great Britain.

EXAM NATI ON OF FLUSHI NG FLUI D

22.

23.

At the tinme of each collection of the enmbryos for export, the total flushing
fluid nust be allowed to settle for 1 hour and be decanted, so that the final 50
ms of flushing fluid containing the enbryos, can be retained. |If the filtration
method is used, the final 50 ms of flushing fluid containing the uterine debris
must be retained.

After renoval of the viable enbryos, the 50 mMs sanples nust be sent to the
National Veterinary Services Laboratory, Anes, lowa, for inoculation into two
suscepti bl e test sheep which have been subjected within the previous 28 days to
the agar-gel immunodiffusion test or the bl ocking ELI SA for bluetongue, the agar-
gel immunodiffusion test for epizootic henorrhagic disease virus, and the serum
neutralization test for vesicular stomatitis with negative results. Sanples nay
be pooled fromup to 5 collections (including multiple donors) for inoculation
into one test sheep but failure of the tests at paragraph 24 will result in the
inadmi ssibility for export of the enbryos fromthese aninals.

The flushing fluid/ mediumfor inoculation into sheep was handl ed i n accordance
with the protocols at Appendi x 3.

TEST SHEEP FOR FLUSHI NG FLU D

24.

After a period of at |east 28 days fromthe date of inoculation, the test sheep
was subjected to the following tests with negative results:

(i) the agar-gel immunodiffusion test or the bl ocking ELISA for bl uetongue;

(ii) t he agar-gel immunodiffusion test for epizootic henorrhagi c di sease virus
using Al berta and New Jersey antigens;

(iii) the serumneutralization test for vesicular stomatitis, using New Jersey
and | ndi ana anti gens;

POST COLLECTI ON TESTI NG OF DONOR FEMALES

25.

After a period of at |ease 28 days has el apsed fromthe date of the |ast
coll ection of enbryos for export, the donor ferales were subjected to the
following with negative results:



(i) the conplenent fixation test for brucellosis using Brucella abortus antigen
(negative is a reaction of less than 10 icftu/m);

(ii) the conplenent fixation test for brucellosis using Brucella ovis antigen
(negative is a reaction of less than 50 i.u.);

(iii) the agar-gel inmmunodiffusion test or enzyne |inked i munosorbent assay for
maedi /visna (MV) (using the maedi/visna or CAE antigen);

(iv) the conplenent fixation test for nycoplasnmosi s using Mycopl asna agal acti a,
M arginine, M bovis, M capricolumand M nycoi des subspeci es nycoi des
| arge colony antigens (negative is less than 50% fixation at the dilution
of 1 in 20);

(v) t he agar-gel immnodiffusion test or the bl ocking enzyne |inked
i mmunosor bent assay (ELI SA) for bl uetongue;

(vi) the agar-gel immunodiffusion test for epizootic henorrhagi c di sease of deer
virus using Al berta and New Jersey antigens.

AND if the treatnent option is not used at paragraph 10: -

(vii) the microscopic agglutination test using live antigen for |eptospira,
serotypes australis, bratislava, grippotyphosa, hardjo, pormona and
tarassovi (negative is less than 50% aggl utination at a serumdilution of 1
in 100);

EMBRYO STORAGE AND QUARANTI NE

26.

27.

The anmpoul es/straws containing the embryos for export to Great Britain were
stored in separate flasks which had been enptied and thoroughly cl eansed and
di sinfected since any previous use and contain fresh liquid nitrogen not
previously used for any other purpose.

After processing and until dispatch to Great Britain (shich shall not be until
the results of any tests at paragraph 25 are available, and an inmport |icense

i ssued), the enmbryos for export to Great Britain nmust be stored under quarantine
condi tions approved by the Federal Governnent of the USA and under the control of
a veterinarian designated by the Federal Governnent of the USA

SH PMENT COF EMBRYOS

28.

The flask in which the enbryos are being consigned to Geat Britain was seal ed
imrediately prior to export with an official tanperproof seal in the presence of
a full-time salaried veterinary officer of the Federal Governnent of the USA

NOTES

1. The dates of all exam nations, tests and treatnents (as applicable)
required by the protocol nust be declared within the export health
certification.

2. Al laboratory tests required by this protocol nust be carried out at the
National Veterinary Services Laboratory (NVSL), Anes, |owa.

3. Applications for inport |licenses nust be subnmitted to the

M ni stry/ Depart ment as under:
For port of entry in England - The Secretary, Aninal (International Trade) Health
Division, Mnistry of Agriculture, Fisheries and Food, Hook R se South, Tolworth,
Surbiton, Surrey KT6 7NF.

For port of entry in Scotland - Scottish Office Agriculture and Fisheries
Departnent, Pentland House, 47 Robbs Loan, Edi nburgh.

For port of entry in Wales - Wl sh O fice Agriculture Departnent, Cathays Park,
Cardi ff, Wales CF1 3NQ

4. At the tinme of application for an inport license the original aninmal health



certificate nust be submitted for scrutiny. Paragraphs relating to country
di sease cl earance and sealing of flasks need not be conpleted at this tine.
This certificate will be returned and nust acconpany the enbryos into G eat
Britain after it has been finally conpleted and signed by the certifying
veterinary officer.

APPENDI X 1 AUGUST 1991
PROTOCOLS FOR THE APPROVAL OF A PERVANENT EMBRYO COLLECTI ON CENTRE
FOR EXPORT COF EMBRYOS TO GREAT BRI TAIN FROM THE UNI TED STATES
APPROVAL

1. The enmbryo collection centre and the quaranti ne accommodati on shoul d be approved
by a full-tine salaried veterinary officer of the Federal Government of the USA

STRUCTURE
2. A permanent enbryo collection centre nust be premi ses specifically built or

adapted for the purpose within a perineter fence to which aninals are consigned
as donors. Livestock within the centre nust have no contact with other

I'i vest ock.

3. There shoul d be adequate housing and yards for the maxi mum nunber of stock likely
to be resident at any one tine.

4. Accommodat i on shoul d be provided for each of the foll ow ng purposes:
(i) housi ng of donors;

(ii) preparation of donors;

(iii) collection of enbryos;

(iv) recovery room if surgical collections are carried out;

(v) | aboratory for recovery and processing of enmbryos (see paragraph 19);
(vi) adequat e changi ng roonms, washing and disinfection facilities and toilets.

5. The accomodati on at paragraph 4 which is used for the donor aninmals, and for the
col l ection, processing, freezing and storage of enmbryos must be constructed and
mai ntai ned so that all surfaces can be effectively cleansed and di si nfected.

6. Natural and artificial drainage should be such that the risk of disease to the
centre is mnimal.

MANAGEMENT

7. A register must be kept of all animals at the centre giving details of breed,

pl ace of birth, date of entry to the centre, full testing and health history and
identification of each of the ani mals.

8. The prem ses housing the donor femal es shall be maintained in a sanitary nanner
to the satisfaction of the accredited veterinarian designated by the Federal
Gover nnent .

9. Fromthe time of disinfection of the approved prenises and during the whol e of

the collection period there nust be no livestock other than the donor females on
the collection centre.

10. Arrangenents for the collection of mlk and delivery of feedstuff and other goods
shoul d be such as to ensure that drivers and their vehicles do not conme into
contact with livestock on the collection centre.

11. Aut hori zed visitors may be permtted according to conditions |laid down by the
accredited veterinarian.

12. The centre nmust enploy staff suitably trained in techniques relevant to the
control of the spread of disease.

SUPERVI SI ON

13. The centre nmust be under the supervision of an accredited veterinarian.



14. Staff working at the centre should be provided with separate protective clothing
for use on the centre. Effective personal disinfection procedures shall be
carried out by all personnel entering and | eaving the centre.

15. The collection centre and quarantine accommopdati on rmust be supervised so that the
col l ection, processing, storage and quarantine of enbryos takes place only in
accommodati on set aside for the purpose under conditions of strictest hygiene.

16. The enmbryos for export to Great Britain must be processed, frozen and stored at
t he begi nning of each day before any enbryos, which are not for export, are
handl ed at the approved centre.

17. Al'l equi prent having contact with enbryos or donor aninmals during collection nust
be appropriately disinfected and sterilized prior to use.

RECORDS

18. Detail ed records including dates should be kept on the collection centre of:-
(i) collections carried out including identification of donors;

(ii) the culture and preservative media used;

(iii) nunber of enbryos coll ected;

(iv) identification of the sire and dam of every enbryo;
(v) transfer of enbryos into storage.

PROCESSI NG EMBRYOS

19. A suitable |l aboratory should be provided. A nobile |aboratory and equi pnent
preparation vehicle may be used but this should be cl eansed and di si nfected under
the supervision of an accredited veterinarian before entry into the collection
unit.

20. Al'l equi pnent shoul d either be disposabl e and used once, or cleansed and
sterilized before reuse. Liquid nitrogen containers nust be capable of being
cl eansed and di si nf ect ed.

21. Freezi ng equi pnent nmust be cl eansed by appropriate neans before use for the
freezing of enbryos for export to Great Britain. No other enmbryos should be
frozen at the same tinme.

22. After freezing, enbryos for export to Great Britain shall be transferred to the
enbryo quarantine accommodati on which rmust be kept | ocked.

STORAGE OF EMBRYQOS

23. The enmbryos for export to Great Britain must be stored in separate flasks which
had been enptied and thoroughly cl eansed and di sinfected since any previous use
and contained liquid nitrogen not previously used for any other purpose.

24. After processing and until despatch to Great Britain the enbryos for export to
Geat Britain must be stored in the approved quarantine accomodati on, under
quarantine conditions controlled by an accredited veterinarian.

APPENDI X 2 AUGUST 1991

PROTOCOLS FOR THE APPROVAL OF AN ON FARM EMBRYO CCOLLECTI ON CENTRE
FOR EXPORT COF EMBRYOS TO GREAT BRI TAIN FROM THE UNI TED STATES

APPROVAL

1. The enmbryo collection centre and the quaranti ne accommodati on shoul d be approved
by a full-tine salaried veterinary officer of the Federal Government of the USA

STRUCTURE

2. An on farmcollection centre will be constructed or adapted for the purpose by a

farmer on his own prenises. The enbryo collection centre nust be so situated



that livestock within the centre has no contact with animals from other prem ses.

3. There shoul d be adequate housing and yards for the maxi mum nunber of stock likely
to be resident at any one tine.

4. Accommodat i on shoul d be provided for each of the foll ow ng purposes:

(i) housi ng of donors;
(ii) col l ection of enbryos;
(iii) laboratory for the recovery and processing of enbryos (see paragraph 19).

5. The accomodati on at paragraph 4 must be constructed and maintained so that all
surfaces can be effectively cleansed and di si nfected.

6. Natural and artificial drainage should be such that the risk of disease to the
centre is mnimal.

MANAGEMENT

7. A register must be kept of all animals at the centre giving details of breed,
pl ace of birth, date of entry to the centre, full testing and health history and
identification of each of the ani mals.

8. The prem ses housing the donor femal es shall be maintained in a sanitary nanner
to the satisfaction of the accredited veterinarian designated by the Federal
Gover nnment .

9. Fromthe time of disinfection of the approved prenises and during the whol e of
the collection period there nust be no livestock other than the donor ferales on
the collection centre.

10. Arrangenents for the collection of milk and delivery of feedstuff and other goods
shoul d be such as to ensure that drivers and their vehicles do not come into
contact with |ivestock on the collection centre.

11. Aut horized visitors may be permtted according to conditions |laid down by the
accredited veterinarian.

12. The centre nmust enploy staff suitably trained in techniques relevant to the
control of the spread of disease.

SUPERVI S| ON

13. The centre nmust be under the supervision of an accredited veterinarian.

14. Staff working on the centre should be provided with separate protective clothing
for use on the centre. Effective personal disinfection procedures shall be
carried out by all personnel entering and | eaving the centre.

15. The collection centre and quarantine accommpdati on rmust be supervised so that the
col l ection, processing, storage and quarantine of enbryos takes place only in
accommodati on set aside for the purpose under conditions of strictest hygiene.

16. The enmbryos for export to Great Britain nust be processed frozen and stored at
t he begi nning of each day before any enbryos which are not for export, are
handl ed at the approved centre.

17. Al'l equi pnrent having contact with enbryos or donor aninmals during collection nust
be appropriately disinfected and sterilized prior to use.

RECORDS

18. Detail ed records including dates should be kept on the collection centre of:-

(i) collections carried out including identification of donors;
(ii) the culture and preservative media used;

(iii) nunber of enbryos coll ected;

(iv) identification of the sire and dam of every enbryo;

(v) transfer of enbryos into storage.



PROCESSI NG EMBRYOS

19.

20.

21.

22.

A suitable |l aboratory should be provided. A nobile |aboratory and equi pnent
preparation vehicle may be used but this should be cl eansed and di si nfected under
the supervision of an accredited veterinarian before entry into the collection
unit.

Al'l equi pnent shoul d either be disposabl e and used once, or cleansed and
sterilized before reuse. Liquid nitrogen containers nust be capable of being
cl eansed and di si nf ect ed.

Freezi ng equi pnent must e cl eansed by appropriate neans before use for the
freezing of enbryos for export to Great Britain. No other enbryos should be
frozen at the same tine.

After freezing, enbryos for export to Great Britain shall be transferred to the
enbryo quarantine accommodati on which rmust be kept | ocked.

STORAGE OF EMBRYQOS

23.

24.

The enmbryos for export to Geat Britain must be stored in separate flasks which
had been enptied and thoroughly cl eansed and di sinfected since any previous use
and contained liquid nitrogen not previously used for any other purpose.

After processing and until despatch to Geat Britain the enbryos for export to
Geat Britain must be stored in the approved quarantine accomodati on, under
quarantine conditions controlled by an accredited veterinarian.

APPENDI X 3 AUGUST 1991

| MPORTATI ON | NTO GREAT BRI TAIN OF FROZEN OVI NE EMBRYCOS
FROM THE UNI TED STATES

PROTOCOLS FOR EXAM NI NG EMBRYOS FLUSHI NG FLUI DY MEDI UM FOR BLUETONGUE, EHDV AND VESI CULAR
STOVATI TI S

1.

At the tinme of each collection of enbryos for export and under the supervision of
an accredited veterinarian the final 50ms of flushing fluid nust be retained
fromeach potential donor after renoval of the enbryos.

2. The flushing fluid should be collected according to normal veterinary practice
intended to yield a sanple with nmini mum contamni nati on.

STORAGE

3. The flushing fluid must be placed in a sterile container and held at +4°C packed
inice to assist cooling.

4. The flushing fluid must be transported in insulated containers at +4°C to the
National Veterinary Services Laboratory, Anes, lowa, for testing within 24 hours
of collection. |If this is not possible the sanples should be stored at -70°C
until they can be tested.

5. After arrival at the National Veterinary Services Laboratory, Ames, lowa, the
flushing fluid should be held at +4°C and should either be inoculated into sheep
on the day it arrives at Anes or be divided into two volunmes as described at
par agraph 6a frozen and stored at -70°C

METHODOL OGY

6. Divide the flushing fluid into two equal volunmes and inoculate a m ni mumof 20 n

by the intra-peritoneal route into one bluetongue and EHDV suscepti bl e sheep.

The remainder is stored at (or remains stored at) -70°C for emergency use.

Sanmpl es may be pooled fromdifferent donors or collections but failure of any of
the tests will result in the inadmssibility for export of all enbryos fromthese
animals. Flushing fluids froma nmaxi mumof 5 collections may be pool ed and

i nocul ated into one sheep.



SHEEP

The suscepti bl e sheep used for each test must have been subjected to the agar-gel
i mmunodi ffusion test or the bl ocking ELI SA for bl uetongue, the agar-gel

i mmunodi ffusion test for epizootic henorrhagi ¢ disease virus and the serum
neutralization test for vesicular stomatitis using New Jersey and | ndi ana
antigens with negative results within 28 days prior to the date of inocul ation.

The test sheep nmust be nmintained in | ocked, high security accommmodati on which
shoul d be approved by and under the direct supervision of a duly authorized

of ficer of the Government of the USA

The test sheep nmust be examined daily for clinical signs of disease for 28 days
follow ng inoculation. A full investigation nust be made of any sheep found to
be ailing.

SAMPLI NG AND TESTI NG OF SHEEP

10.

After a period of at |east 28 days fromthe date of inoculation the test sheep
must be subject to the following tests with negative results.

(i) the agar-gel immunodiffusion test or the bl ocking ELISA for bl uetongue;

(ii) t he agar-gel immunodiffusion test for epizootic henorrhagi c di sease virus
using Al berta and New Jersey antigens;

(iii) the serumneutralization test for vesicular stonatitis using New Jersey and
I ndi ana anti gens.

(The bl ocking ELI SA shall be performed in accordance with Anderson, J. (1984) J.
I mmunol . Methods 74, 139-149.)

11.

The sera collected fromthe test sheep prior to inoculation and at 28 days after
inoculation with flushing fluid nust be tested at the National Veterinary
Services Laboratory, Ames, |owa.



